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requirement for ZFP568 in convergent extension and morphogenesis of
embryonic and extraembryonic tissues. Here we present data support-
ing role for TRIM28 in mediating ZFP568 function; yeast two hybrid
assays identifiedTRIM28asapartner of ZFP568,while positional cloning
of chatwo, a hypomorphic allele of TRIM28, provided genetic evidence
for the functional significance of a ZFP568/TRIM28 interaction. chatwo
mutants, isolated in a forward mutagenesis screen, arrest at embryonic
day 9 (E9) with defect similar to those of chatomutants. The phenotype
of chatwo embryos contrasts with the early lethality of TRIM28 KOmice
that die as pre-gastrula stage embryos (E5.5). Because this data suggests
that the chatwo hypomorphic allele only affects the functions of TRIM28
required by specific KRABdomainproteins,we investigatedwhether the
chatwo mutations disrupt TRIM28 stability, interactions with specific
KRABdomainproteins, or recruitmentof chromatinmodifyingenzymes.
Results will be presented that support a differential requirement for
TRIM28 by distinct KRAB zinc finger proteins during early embryonic
development.
doi:10.1016/j.ydbio.2010.05.444
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The operation of gene regulatory networks that drive develop-
mental processes is reflected in the regulation of core transcription
factor genes such as Sox2. The expression of Sox2 in the epiblast and
anterior neural plate in the mouse embryo is determined by enhancer
N-2. The activation of enhancer N-2 is dependent on a phylogeneti-
cally conserved 73-bp core sequence that contains the binding sites
for ZIC2, OTX2, and either POU factor OCT3/4 or OCT6. Enhancer N-2
activation requires the binding of ZIC2 and POU factors in both the
epiblast and the anterior neural plate, whereas the OTX2 interaction
is required only in the latter. This observation, taken together with
the expression patterns of these transcription factors, suggests that
the transition of major POU factors from OCT3/4 (Class V) to OCT6
(Class III) and the recruitment of OTX2 characterize a shift of the gene
regulatory network that underlies the derivation of the anterior
neural plate from the epiblast. The impact of POU factor class
switching and OTX2 participation on the overall cellular state is
currently under investigation by using in vivo and in vitro models.
doi:10.1016/j.ydbio.2010.05.445
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Mohawk (Mkx) is a member of the TALE superclass of atypical
homeobox genes expressed in the embryonic progenitor cell popula-
tions of skeletal muscle, tendon and cartilage. We have previously
shown that Mkx functions as a potent transcriptional repressor that is
capable of inhibiting skeletal muscle differentiation induced by MyoD.
To further investigate the role of Mkx during skeletal muscle
differentiation, we have isolated muscle satellite cells from Mkx-
knockout mice and characterized them in culture under proliferating
and differentiated conditions. Microarray analysis revealed that the
transcription factor Sox6 is consistently upregulated in proliferating and
differentiated Mkx-knockout cells. Sox6 plays a crucial role in muscle
fiber type specification through direct repression of slow myosin heavy
chain (Myh7). Consistent with this finding, immunostaining of
differentiated satellite cells from Mkx-knockout mice revealed that
Myh7 expression was reduced, whereas fast myosin heavy chain was
unaffected. We have further identified an Mkx-responsive element in
the Sox6 locus, suggesting that Mkx may directly repress the transcrip-
tion of Sox6. Together, this data reveals a novel function for Mkx during
the differentiation of skeletal muscle.
doi:10.1016/j.ydbio.2010.05.446
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Emx2 is a highly conserved transcription factor expressed in the
developing urogenital tract, dorsal limb girdle, and cerebral cortex.
Studies of Emx2 null embryos have shown that it is required for
normal neuroblast proliferation, migration and differentiation, as
well as in the development of the diencephalon. Despite elucidation
of some of the developmental functions of the Emx2 gene, few
studies exist which characterize regulatory elements controlling the
expression of Emx2. We searched the Emx2 locus in silico, across
divergent species, for conserved noncoding regions (CNR) that might
harbor sequences involved in the regulation of Emx2. We identified
34 CNR associated with the Emx2 locus. To determine whether a CNR
was functioning as an enhancer element, we transfected chick
embryos with a ptk-EGFP reporter construct containing the CNR
upstream of a minimal HSV-TK promoter and then screened for an
enhancer activity at progressive stages of development by fluores-
cence microscopy. We found the enhancer activity in a CNR located in
the 3′ untranslated region of the Emx2 locus that coincides with the
pattern of expression of Emx2 in the developing brain and neural
tube. The localized enhancer activity suggests a role for this CNR in
the regulation of CNS specific Emx2 expression. Further studies are in
progress to confirm this hypothesis and identify specific regulatory
proteins that may interact with this region.
doi:10.1016/j.ydbio.2010.05.447
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Regulatory relations between biological molecules constitute
complex network systems, and realize diverse biological functions
through the dynamics of molecular activities. However, we currently
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